with the indicated concentrations of SFN or tBHQ for 24 h, and their viability measured using the resazurin assay. n=4. Data shown are mean±SE and were analyzed using Student's t
or tert-butylhydroquinone (50 M, tBHQ) for 12 h or 24 h. The levels of tau phosphorylated at Ser262/Ser356 and Ser396/Ser404 were analyzed by immunoblotting using a 12E8-and PHF1-specific antibody, respectively. Tau was detected with a polyclonal phosphoindependent tau antibody (Tau). The relative molecular masses (kD) are indicated to the left of each blot. (b, c) Bar graph of the relative optical density of phosphorylated tau normalized to actin. (d) SH-SY5Y cells were treated with of SFN (10 M) or tBHQ (50 M) for 24 h, and the expression levels of human NDP52 examined by immunoblotting using anti-NDP52 antibody. Tau was detected with a polyclonal phospho-independent tau antibody (Tau). n=3.
Data shown are mean±SE and were analyzed using Student's t test. (*, p<0.05)
Supplementary Figure 4
There is no significant difference in tau kinase activities between wild-type and Nrf2 (-/-) mice. Mouse brain tissues obtained from wild-type (11 months old, 1 male; 12 months old, 1 female) and Nrf2 (-/-) (10 months old, 1 male; 1 female) mice were homogenized in lysis buffer, and 10 g of lysates was incubated with 2 g of GST-tau protein at 37C for 30 min in the presence or absence of 1 mM ATP. The levels of tau phosphorylated at Ser262/Ser356 and Ser396/Ser404 were analyzed by immunoblotting using a 12E8-and PHF1-specific antibody, respectively. GST-tau was detected with a monoclonal GST antibody (GST-tau). The relative molecular masses (kD) are indicated to the left of each blot. Data were analyzed using Student's t test. h (DIV 6) or 48 h (DIV 7). The levels of tau phosphorylated at Ser262/Ser356 and Ser396/Ser404 were analyzed by immunoblotting using 12E8-and PHF1-specific antibodies, respectively. Total tau, hNDP52 and LC3 were detected with polyclonal anti-tau (Tau), anti-
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